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Biofilm formation is a survival strategy for microorganisms facing a hostile environment.
Under biofilm, bacteria are better protected against antibacterial drugs and the
immune response, increasing treatment difficulty, as persistent populations recalcitrant
to chemotherapy are promoted. Deciphering mechanisms leading to biofilms could,
thus, be beneficial to obtain new antibacterial drug candidates. Here, we show
that mycobacterial biofilm formation is linked to excess glycerol adaptation and the
concomitant establishment of the Crabtree effect. This effect is characterized by
respiratory reprogramming, ATP downregulation, and secretion of various metabolites
including pyruvate, acetate, succinate, and glutamate. Interestingly, the Crabtree effect
was abnormal in a mycobacterial strain deficient for Cpn60.1 (GroEL1). Indeed, this
mutant strain had a compromised ability to downregulate ATP and secreted more
pyruvate, acetate, succinate, and glutamate in the culture medium. Importantly, the
mutant strain had higher intracellular pyruvate and produced more toxic methylglyoxal,
suggesting a glycolytic stress leading to growth stasis and consequently biofilm failure.
This study demonstrates, for the first time, the link between mycobacterial biofilm
formation and the Crabtree effect.
Keywords: GroEL1, biofilm, Crabtree effect, mycobacteria, methylglyoxal, metabolic adaptation
INTRODUCTION
Bacterial biofilms are multicellular communities comprising inhabitant cells and surrounding
extracellular matrix (Hassanov et al., 2018). The biofilm-inhabiting bacteria are believed to be
heterogeneous with regard to their physiology and metabolism, contributing to the survival of the
biofilm community under challenging external stresses such as antibiotics (Stewart and Franklin,
2008; Moormeier et al., 2013; Liu et al., 2015; Hassanov et al., 2018). Bacterial biofilms were shown
to be regulated by various stresses, such as decreased oxygen tension in Staphylococcus aureus
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(Moormeier et al., 2013) and nutritional variation in
Pseudomonas putida (Diaz-Salazar et al., 2017). In the presence
of stresses, cells within a biofilm tend to reprogram their gene
transcription and protein expression in order to shape the
metabolism to promote their survival or death and biofilm
formation (Stewart and Franklin, 2008; Moormeier et al., 2013).
As a result of metabolic adaptations, bacteria may produce some
metabolites that can subsequently function as biofilm-regulating
metabolic signals. This is illustrated, for example, in Pseudomonas
aeruginosa biofilms requiring pyruvate fermentation to produce
lactate (Petrova et al., 2012) and by the fact that acetic acid
was shown to act as a biofilm-stimulating volatile metabolite
in Bacillus subtilis (Chen et al., 2015). In the same organism,
the glutamate/glutamine metabolism was found to contribute
to biofilm formation (Liu et al., 2015; Hassanov et al., 2018).
Therefore, bacterial biofilm development seems to be closely
associated with metabolic adaptations. A better understanding of
these metabolic shifts could help to identify vulnerable targets.
Although there is still lack of evidence for in vivo relevance
of Mycobacterium tuberculosis (M. tuberculosis) biofilm, human
lung biofilm formation by M. abscessus and successful in vitro
growth of M. tuberculosis biofilms have been reported (Ojha
et al., 2005, 2008; Qvist et al., 2015; Fennelly et al., 2016). Studies
have shown that a multitude of stresses, particularly those faced
by the bacilli during infection, i.e., limited oxygen availability
(Ojha et al., 2008; Totani et al., 2017), accumulation of carbon
dioxide (Ojha et al., 2008), and intracellular thiol reductive stress
(Trivedi et al., 2016), are potent mycobacterial biofilm inducers.
Despite all these, other inducing factors as well as key metabolic
adaptations essential for mycobacterial biofilm formation remain
largely unknown.
Nucleoid-associated proteins can regulate the formation of
mycobacterial biofilms. For instance, disruption of Lsr2 leads
to biofilm defect (Chen et al., 2006; Gordon et al., 2010). In
addition, mycobacterial chaperonin 60.1 (Cpn60.1; also known
as GroEL1), a possible nucleoid-associated protein, was also
reported to be required for biofilm formation (Ojha et al., 2005,
2008; Basu et al., 2009). The role of Cpn60.1 in mycobacterial
biofilm formation was mainly established in the fast-growing,
saprophytic M. smegmatis by Ojha and colleagues, who showed
that a Cpn60.1-deficient strain produced lower amounts of
mycolic acids during biofilm maturation (Ojha et al., 2005). Later,
they developed a M. tuberculosis biofilm model using standard
Sauton’s medium containing 6% glycerol (Ojha et al., 2008). The
role of Cpn60.1 in the regulation of biofilms of slow-growing
mycobacteria may differ from that in M. smegmatis since Cpn60.1
is required for synthesis of phthiocerol dimycocerosates (PDIM)
and phenolic glycolipids (PGL) (Wang et al., 2011; Soetaert et al.,
2015), two structurally related cell wall lipids produced only in
pathogenic mycobacteria and in M. bovis BCG (Wang et al., 2011;
Yu et al., 2012; Tran et al., 2016). Hence, this study was initiated
by assessing the effect of Cpn60.1 loss on biofilm formation
of the slow-growing M. bovis BCG, a nonpathogenic surrogate
for M. tuberculosis. After observing that the M. bovis BCG
strain deficient for Cpn60.1 (1cpn60.1) was largely impaired for
biofilm growth under standard Sauton’s medium, we intended to
understand the possible mechanisms underlying this defect.
MATERIALS AND METHODS
M. bovis BCG Strains and Culture
Conditions
Wild-type (WT) M. bovis BCG, 1cpn60.1 M. bovis BCG
(1cpn60.1) (Wang et al., 2011), complemented M. bovis
BCG (Compl1cpn60.1) (Wang et al., 2011), WT M. bovis
BCG (Pasteur 1173p2 strain), PDIM−/PGL+ PMM137 strain
(Simeone et al., 2010), and PDIM−/PGL− PMM50 strain
(Astarie-Dequeker et al., 2009) were described previously.
In particular, the 1cpn60.1 strain was constructed by allelic
gene exchange to insert a kanamycin resistance-conferring
cassette into the cpn60.1 gene. The Compl1cpn60.1 strain
was constructed by introduction into the 1cpn60.1 strain
of a mycobacteriophage MS6-derived integrative vector that
expresses Cpn60.1 under the control of its own promoter and a
hygromycin resistance marker (Wang et al., 2011). The1cpn60.1
and PMM50 strains were grown in the presence of 25 µg/ml
kanamycin. The Compl1cpn60.1 strain was grown in media with
25 µg/ml kanamycin and 50 µg/ml hygromycin B.
Biofilm Growth
Mycobacterial precultures in Dubos Tween Albumin (DTA)
medium at an OD600 of 0.9 were diluted 100-fold in Sauton’s
medium in six-well plates or petri dishes to grow biofilms.
The plates or petri dishes, tightly closed using parafilm in
order to allow progressive accumulation of carbon dioxide
and the decrease of oxygen concentration (Ojha et al., 2008),
were incubated for up to 35 days at 37◦C. At indicated time
points, biofilm cultures were opened for visual check and
for photographing with a digital camera (Sony). One liter of
standard Sauton’s medium contains 0.5 g of KH2PO4, 0.5 g
of MgSO4, 4 g of L-asparagine, 2 g of citric acid, 0.05 g of
ferric ammonium citrate, 60 ml of glycerol (6%, v/v), and
0.0001% (w/v) ZnSO4 (Kulka et al., 2012). For mixed WT and
1cpn60.1 biofilm growth, 100 µl of each strain (washed to
remove kanamycin for the mutant preculture) was inoculated in
20 ml of standard biofilm medium.
Normal Growth Assay
BCG precultures in DTA medium (OD600 of 0.8–1) were pelleted
and washed in 0% glycerol Sauton’s medium and subcultured
in Sauton’s medium containing various glycerol concentrations.
In some experiments, 1:1 mixture of the 1cpn60.1 and WT
strains was inoculated. After 9 days of growth, pictures were
taken. To quantify growth, clumped cells were disrupted in
7H9/0.05% Tween 80 with 3 mm glass beads before OD600 and
viability measurement.
Methylglyoxal Susceptibility Assay
Minimal inhibitory concentrations (MICs) inhibiting 99%
mycobacterial growth were determined in Middlebrook
7H9/0.2% glycerol/10% albumin–dextrose–catalase (ADC)
enrichment. Briefly, exponential precultures (OD600 of 0.3–0.5)
were inoculated into 1 ml of medium with twofold serial
methylglyoxal (MG) dilutions ranging from 20 to 0.078 mM,
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yielding a starting inoculum of 5 × 105 CFU/ml. The results
were recorded when growth of a MG-free 1% inoculum control
became visible (normally after 5–6 days of growth depending
on experiments).
Determination of Methylglyoxal–Protein
Adduct by Enzyme-Linked
Immunosorbent Assay
Cells were pelleted and resuspended in 300 µl of 100 mM
bicarbonate/carbonate coating buffer (pH 9.6), followed by
sonication in Bioruptor UCD-200. The lysates were cleared by
centrifugation, and the supernatant was coated for enzyme-
linked immunosorbent assay (ELISA). The reagents for this assay,
including primary antibody targeting MG hydroimidazolone
protein adduct (MG-H1) and secondary antibody horseradish
peroxidase (HRP) conjugate, were all included in an OxiSelect
MG competitive ELISA kit (Cell Biolabs). The ELISA was
performed according to the manual. Absorbance at 450 nm was
recorded using a plate reader and normalized as per protein
concentrations determined by the Bradford assay.
Determination of ATP
Bacterial ATP was determined using a BacTiter-Glo Microbial
cell viability assay kit (Promega). Briefly, 20 µl of bacterial culture
was mixed with equal volume of the BacTiter-Glo reagent for
5 min in the dark. Luminescence was subsequently recorded
using Lumat LB 9507 (Berthold).
Quantification of Pyruvate, Succinate,
Acetate, and Glutamate/Glutamine
Pyruvate assay kit (Abnova), succinate colorimetric assay kit
(BioVision), and acetate colorimetric assay kit (Sigma) were
used for metabolite quantification. Procedures were followed ac-
cording to the manuals. M. bovis BCG was grown in 6% glycerol
Sauton’s medium for 9 or 11 days before culture filtrates were
harvested for extracellular metabolite quantification. In some
experiments, cells were pelleted and lysed by sonication prior
to intracellular metabolite quantification. The concentrations of
these metabolites were calculated based on their corresponding
standard curves and normalized by protein concentrations.
Glutamate/glutamine was measured using the glutamine/
glutamate-GloTM assay kit (Promega) according to the manual.
The glutamate/glutamine level [measured as relative light
unit (RLU)] was recorded by Lumat LB 9507. Data were
normalized by OD600.
Proteomic Analysis
WT and 1cpn60.1 BCG strains were grown as biofilms for 25
days in 4% glycerol Sauton’s medium for proteomic comparison.
Alternatively, WT BCG was grown as biofilm cultures for 25
days in 0.2, 2, 4, 6, and 8% glycerol Sauton’s medium for
proteomic analysis. Protein extraction was described previously
(Deschoenmaeker et al., 2017). Detailed proteomic procedure
can be found either in the Supplementary Material or in our
previous publication (Zeng et al., 2019). Protein hits with a
p < 0.05 and a fold change <0.8 or >1.2 were further analyzed.
Protein function predication was based on Mycobrowser1, NCBI
Conserved Domains search tool2, and UniProt3. Among the
analyzed proteins, proteins with unknown function are not
included in Supplementary Tables S1, S2. However, these
proteins can be found in the supplementary Excel file named
“Original proteomic data”.
Lipid Analysis
Twenty five days BCG biofilm cultures in 4% glycerol Sauton’s
medium were subjected to lipid extraction as described
previously (Camacho et al., 2001; Constant et al., 2002; Simeone
et al., 2010). An equivalent amount of the extracted lipids
was spotted onto thin-layer chromatography (TLC) plates and
separated with petroleum ether/diethyl ether (90/10, v/v) for
PDIM analysis and with CHCl3/HC3OH (95/5, v/v) for PGL
analysis. Lipids were visualized by spraying the plates with 10%
phosphomolybdic acid in ethanol for PDIM, and 0.2% anthrone
in concentrated H2SO4 (w/v) for PGL.
Statistical Analysis
Figures were prepared using GraphPad prism 6.0. Unless
otherwise specified, unpaired t-test performed in GraphPad
prism 6.0 was applied for statistical analysis. In the case of
significantly different variances, unpaired t-test with Welch’s
correction was used. A p < 0.05 was considered as statistically
significant. Depending on graphs, pooled data from at least
three independent experiments or data from one representative
experiment (done in triplicate) are shown.
RESULTS
Defective PDIM and PGL Production
Partially Contributes to Biofilm Defect
of the 1cpn60.1 M. bovis BCG
The role of Cpn60.1 on mycobacterial biofilm growth was mainly
established in M. smegmatis (Ojha et al., 2005). Here, we assessed
it with the Cpn60.1-deficient M. bovis BCG mutant. This mutant,
where the cpn60.1 gene is disrupted by a kanamycin resistance-
conferring cassette, was previously generated by the allelic gene
exchange method (Wang et al., 2011). In the standard Sauton’s
medium containing 6% glycerol, the 1cpn60.1 M. bovis BCG
strain (1cpn60.1) displayed very poor biofilm phenotype with
no full attachment on the medium–air interface at day 35
(Figure 1A). On the opposite, fully matured wild-type (WT)
biofilms appeared showing ridges and troughs (Figure 1A;
Ojha et al., 2005). Importantly, the biofilm defect was restored
in the complemented strain expressing Cpn60.1 (Figure 1A),
corroborating that the loss of Cpn60.1 was responsible for
the biofilm defect.
In 6% glycerol Sauton’s medium, the1cpn60.1 strain produces
no PDIM and a markedly reduced amount of PGL in the
cell wall (Wang et al., 2011; Soetaert et al., 2015). To test
1https://mycobrowser.epfl.ch/
2https://www.ncbi.nlm.nih.gov/Structure/cdd/wrpsb.cgi
3https://www.uniprot.org/
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FIGURE 1 | The 1cpn60.1 biofilm defect under standard Sauton’s medium
partially resulted from PDIM/PGL alteration. (A) BCG GL2 strains were grown
as biofilms in 6% glycerol Sauton’s medium for indicated time points. The
Compl1cpn60.1 is the complemented strain expressing Cpn60.1. (B) Biofilms
of BCG Pasteur strains were grown as in (A). PMM50 and PMM137 are
PDIM−/PGL− and PDIM−/PGL+, respectively. The experiments were
performed at least three times. Representative biofilm pictures are shown.
whether PDIM/PGL alteration could account for the 1cpn60.1
strain biofilm defect under this condition, we examined the
biofilm phenotype of the PDIM−/PGL− PMM50 (1ppsE)
strain (Astarie-Dequeker et al., 2009) and of the PDIM−/PGL+
PMM137 (1fadD26) strain (Simeone et al., 2010). As shown in
Figure 1B, although loss of only PDIM had a negligible effect on
mycobacterial biofilm formation, absence of both lipids reduced
the biofilm maturation (Figure 1B). These results suggested a role
for PDIM/PGL in mycobacterial biofilm maturation. Considering
that the biofilm defect of the 1cpn60.1 strain was stronger than
that of the PDIM−/PGL− strain, the 1cpn60.1 biofilm failure
could be only partially linked to its PDIM/PGL alteration.
Poor Growth Contributes Largely to the
1cpn60.1 Biofilm Defect in Excess
Glycerol Culture Condition
In our attempts to grow biofilm with the 1cpn60.1 strain, we
repeatedly noticed that the growth of this strain under the
standard biofilm condition seemed very poor (Figure 1A). We
therefore compared the biofilm culture viability of the WT and
1cpn60.1 strains at 25 days by CFU counting. The defective
1cpn60.1 biofilm culture contained approximately 3 log less
bacilli than the WT BCG biofilm (Figure 2A). Relative to the
inoculation size, the biofilm culture viability of the mutant strain
only showed a slight increase in CFU counting (i.e., 9.37× 105 at
day 0 versus 3.02 × 106 at day 25), indicating poor growth. This
severely compromised growth of the 1cpn60.1 strain under the
standard biofilm medium could therefore be the main cause of
the1cpn60.1 biofilm growth defect.
Given that the relatively high glycerol concentration (i.e., 6%)
in the standard Sauton’s medium is likely to generate a glycolytic
stress under which the bacilli could necessitate Cpn60.1 to
maintain its fitness, we compared the growth rate of the
WT, the 1cpn60.1, and the complemented strains in Sauton’s
medium with various glycerol concentrations. Consistent with
the biofilm growth defect (Figures 1A, 2A), the growth of the
1cpn60.1 strain was extremely poor under 6% glycerol Sauton’s
medium, a phenotype restored in the complemented strain
(Figures 2B,C). The growth kinetic under 6% glycerol Sauton’s
medium measured by OD600 and CFU counting revealed that
although comparable to WT at day 3, the 1cpn60.1 strain
encountered growth stasis thereafter (Figure 2D). Interestingly,
we observed improved growth of the1cpn60.1 strain under lower
glycerol concentrations (Figure 2B), indicating that this strain
is able to catabolize glycerol. It is worth noting that the growth
of PMM50 and PMM137 was comparable to their parental WT
strain regardless of the glycerol concentration (Supplementary
Figure S1 and data not shown). Thus, loss of Cpn60.1 renders
the bacilli more susceptible to the excess glycerol independently
of PDIM/PGL alteration.
We next assessed if the 1cpn60.1 strain was able to grow
biofilm under growth-permissive conditions by reducing the
glycerol concentration. Importantly, the 1cpn60.1 biofilm was
improved in 2% and, markedly, in 4% glycerol Sauton’s medium
(Figure 2E), in agreement with the improved growth under these
conditions (Figure 2B). Since slow-growing mycobacteria are
believed to “uptake” glycerol passively (Pacifico et al., 2018),
a larger extracellular glycerol concentration (e.g., 6%) may
result in higher intracellular concentration of this molecule.
This could conceivably generate a stronger glycolytic stress
that exceeds the ability of the mutant strain to adapt. Under
4% glycerol Sauton’s medium, the 1cpn60.1 biofilm showed a
less matured phenotype than that of WT BCG (Figure 2E),
likely due to the decreased amount of PDIM/PGL in the cell
wall (Supplementary Figure S2). Taken together, these results
strongly demonstrate that poor growth of the 1cpn60.1 strain
accounted largely for its biofilm failure under 6% glycerol
Sauton’s medium.
Accumulation of Methylglyoxal Accounts
for the 1cpn60.1 Growth Defect
Since the growth inhibition associated with glycerol did not
occur in the early phase (i.e., day 3 of growth) (Figure 2D),
we anticipated that the initial glycerol uptake and catabolism
were not disturbed in the mutant and that inhibition in the
latter growth phase was associated with some toxic metabolite(s)
produced in the glycerol catabolism pathway. Interestingly,
coculture of the 1cpn60.1 and WT strains abrogated WT
biofilm and normal growth (Figures 3A,B). This observation
supported our hypothesis that the 1cpn60.1 strain produced
some metabolite(s) inhibiting the growth of the WT strain under
standard Sauton’s medium.
Glycerol is first catabolized via glycolysis, which, through
hydrolysis of triose phosphates, can give rise to MG, a toxic
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FIGURE 2 | The 1cpn60.1 BCG strain was more susceptible to excess glycerol present in the biofilm medium. (A) Viability of biofilm culture under 6% glycerol
Sauton’s medium at days 0 and 25 was determined. ∗∗p ≤ 0.01 relative to WT at day 25 by unpaired t-test. (B) Washed BCG precultures were subcultured in
Sauton’s medium with various glycerol concentrations as indicated for 9 days. Representative pictures are shown. (C) Cells grown in 4, 6, and 8% glycerol Sauton’s
medium were disrupted before OD600 determination. #p ≤ 0.0001 relative to WT by unpaired t-test. (D) Growth kinetics under 6% glycerol Sauton’s medium
measured by OD600 and viability (inset) at 3, 6, and 9 days. ∗p ≤ 0.05; ∗∗∗p ≤ 0.001 by unpaired t-test. (E) Representative 25 days biofilms grown in Sauton’s
medium with 2 and 4% glycerol as indicated.
FIGURE 3 | The 1cpn60.1 strain inhibited WT biofilm and normal growth.
(A) Representative 25 days biofilms under 6% glycerol Sauton’s medium are
shown. (B) Growth of BCG strains in Sauton’s medium with varying glycerol
concentrations as in Figure 2B. The experiments were performed at least
three times.
by-product capable of reacting with macromolecules such as
proteins (Ferguson et al., 2000; Pethe et al., 2010). To investigate
if the growth defect of the 1cpn60.1 strain (Figure 2) was
associated with MG accumulation or higher susceptibility to MG,
we first determined the MIC of MG. Without glycerol, all tested
strains exhibited identical MG susceptibility regardless of the
presence of Cpn60.1. However, the 1cpn60.1 strain exclusively
became 2- and 16-fold more susceptible to the added MG in 0.2
and 4% glycerol medium, respectively (Figure 4A), indicating
that loss of Cpn60.1 leads to more endogenous MG generation
and/or compromised MG defense under excess glycerol.
To assess if MG accumulated in the absence of Cpn60.1, we
quantified by ELISA the amount of MG hydroimidazolone pro-
tein adduct (MG-H1), a representative form of MG–protein mo-
difications (Ahmed et al., 2003). As expected, the 1cpn60.1
strain accumulated significantly more MG-H1 than the WT
strain under 6% glycerol Sauton’s medium (Figure 4B). To
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FIGURE 4 | The 1cpn60.1’s accumulation of methylglyoxal and rescue of its biofilm by proline-mediated detoxification. (A) MIC of methylglyoxal determined in 7H9
medium with varying amounts of glycerol. (B) Cellular extracts of BCG grown in 6% glycerol Sauton’s medium were determined for methylglyoxal–protein adducts by
ELISA. Absorbance at 450 nm was normalized by dividing by protein concentration. ∗∗p ≤ 0.01 relative to WT by unpaired t-test. (C) WT BCG protein extracts from
6% glycerol Sauton’s medium (±25 mM proline) were quantified for methylglyoxal, followed by data normalization as per protein concentration. ∗∗p ≤ 0.01 by
unpaired t-test. (D) The 1cpn60.1 biofilm was grown in 6% glycerol Sauton’s medium for 25 days with or without 50 mM proline. A control with proline and without
glycerol was included.
further verify that the 1cpn60.1 growth and biofilm defect
indeed resulted from MG accumulation, we tested whether
the addition of proline, previously proposed to mediate MG
detoxification (Berney et al., 2012), could rescue the 1cpn60.1
biofilm growth. Importantly, the addition of proline, able to
reduce the amount of MG-H1 (Figure 4C), markedly improved
the 1cpn60.1 growth and biofilm development under 6%
glycerol Sauton’s medium (Figure 4D and data not shown),
demonstrating that the growth and biofilm defect of the1cpn60.1
strain under standard Sauton’s medium mainly resulted from
MG-associated stress.
Problematic Crabtree Effect in the
1cpn60.1 Strain
Two main pathways, i.e., glycolysis and oxidative
phosphorylation, generate ATP, with oxidative phosphorylation
contributing predominantly. However, the two pathways are
never side by side fully active in a single cell (Sokolov et al.,
2015). It has been reported, in several organisms, that under high
glycolytic substrates, glycolysis is enhanced, favoring biomass
synthesis, while aerobic oxidative phosphorylation is suppressed,
a phenomenon known as the Crabtree effect (Crabtree, 1929;
Kosmachevskaya et al., 2015). To our knowledge, such an
effect has not been reported in mycobacteria. If mycobacteria
display the aforementioned Crabtree effect, the oxidative
phosphorylation should be downregulated under excess glycerol.
Interestingly, proteomic analysis revealed that relative to 0.2%
glycerol Sauton’s medium, WT BCG cultured with higher
glycerol concentrations downregulated NuoA, a component of
the proton-pumping type I NADH dehydrogenase (NDH-I), and
QcrC, a constituent of the energy-efficient cytochrome bc1/aa3
branch of the electron transport chain (ETC) (Shi et al., 2005;
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FIGURE 5 | Requirement for Cpn60.1 in the glycerol-triggered ATP downregulation. (A) Mean fold decrease of mycobacterial respiratory proteins NuoA and QcrC
relative to 0.2% glycerol Sauton’s medium. ND, no data due to a p > 0.05. (B) BCG strains grown in DTA medium were treated with glycerol for 24 h before ATP
measurement. Percentage of ATP decrease was calculated by comparing with 0% glycerol control. ∗p ≤ 0.05; ∗∗p ≤ 0.01 and ∗∗∗p ≤ 0.001 by unpaired t-test.
(C) BCG strains were grown in DTA medium ( ± 8% glycerol) to exponential phase before ATP measurement. #p ≤ 0.0001 relative to WT (no glycerol) by unpaired
t-test.
Lu et al., 2015; Figure 5A). This suggested ETC downregulation
and a possible lower energy state under excess glycerol. Indeed,
the WT BCG quickly decreased its ATP production upon
glycerol treatment. In stark contrast, the glycerol-triggered ATP
downregulation was significantly compromised in the 1cpn60.1
strain (Figure 5B), indicating a problematic ETC reprogramming
upon Cpn60.1 loss. Importantly, the mutant strain grown under
excess glycerol produced significantly more ATP than the WT
strain (Figure 5C). Therefore, the Crabtree effect in the mutant
strain was problematic.
In addition to the respiratory downregulation, the Crabtree
effect is also characterized by glycolytic enhancement
(Kosmachevskaya et al., 2015). Proteomic analysis of WT
BCG grown in 6 and 0.2% glycerol Sauton’s medium indeed
revealed upregulation of various glycolytic enzymes, e.g., glycerol
kinase (Glpk; 4.3-fold) and pyruvate kinase (PykA; 1.6-fold)
(Supplementary Table S1), suggesting enhancement of glycolysis
under excess glycerol. This could lead to enhanced production of
pyruvate, the glycolytic end product.
The fulfillment of Crabtree effect necessitates secretion of
metabolites, such as ethanol, lactate, and acetate depending on
organisms, to limit accumulation of pyruvate (Paczia et al., 2012;
Sokolov et al., 2015). As nonfermentive bacteria, pyruvate may be
converted to acetate in mycobacteria as demonstrated previously
(Figure 6A; Rucker et al., 2015). In addition, secretion of pyruvate
(Lee et al., 2013) and of succinate via reductive tricarboxylic acid
cycle (TCA; Figure 6A; Watanabe et al., 2011) were also described
for mycobacteria. We reasoned that mycobacterial Crabtree effect
requires secretion of these metabolites. As expected, we observed
the presence of pyruvate, acetate, and succinate in the culture
filtrate under excess glycerol (Figures 6B–D). In contrast, very
limited secretion of these metabolites occurred when cells were
grown under DTA medium (data not shown). Importantly, the
mutant strain secreted more of these metabolites (Figures 6B–D).
These results further point to a problematic Crabtree effect in
the absence of Cpn60.1 and indicate that the mutant strain may
produce a more glycolytic end product under excess glycerol. To
ascertain this, we quantified intracellular pyruvate and noticed
that the 1cpn60.1 strain indeed accumulated significantly more
pyruvate intracellularly (Figure 6E). This overaccumulation may
conceivably lead to overabundance of upstream metabolites
including triose phosphates, potentially explaining the MG
overproduction (Figure 6A).
Proteomic Analysis
In order to uncover events related to WT biofilm develop-
ment and mycobacterial adaptation under excess glycerol,
we compared proteomics of WT M. bovis BCG biofilms
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FIGURE 6 | The 1cpn60.1 strain secreted more pyruvate, acetate, and succinate. (A) Proposed pathways generating methylglyoxal, pyruvate, acetate, and
succinate. The secretion of pyruvate, acetate, and succinate under excess glycerol is indicated. (B) Pyruvate in the culture filtrates from 6% Sauton’s medium was
quantified and normalized by protein concentration. ∗∗p ≤ 0.01 relative to WT by unpaired t-test. (C) Extracellular acetate was normalized by protein concentration.
∗p ≤ 0.05 by unpaired t-test. (D) Succinate in the culture filtrates from 6% Sauton’s medium was quantified and normalized by protein concentration. ∗∗∗p ≤ 0.001
by unpaired t-test. (E) Intracellular pyruvate was measured and normalized by protein concentration. ∗∗∗p ≤ 0.001 by unpaired t-test.
(25 days) grown under 6 and 0.2% glycerol Sauton’s medium
(Supplementary Table S1). A total of 377 proteins were
differentially expressed. Ten (putative) methyltransferases were
upregulated. Interestingly, proteins required for biosynthesis of
PDIM/PGL, e.g., Pps proteins, and of mycolic acids, e.g., KasAB
and HadABC, were elevated in 6% glycerol medium, suggesting
cell wall remodeling under excess glycerol and biofilm growth.
Interestingly, we also observed upregulation of fatty acid-CoA
ligases FadD1, 7, 10, and 11, enoyl-CoA hydratases EchA3 and
6, and acyl-CoA dehydrogenase FadE16, and downregulation of
FadD9 and FadE10. Furthermore, expression of the ESX-5 type
VII secretion system, required for mycobacterial fatty acid uptake
(Ates et al., 2015), was significantly increased. These observations
suggest that under excess glycerol and/or during biofilm growth,
mycobacteria may acquire and catabolize selective fatty acids.
Additionally, components of ESX-2 (EspG2 and MycP2) and the
ESX-3 type VII secretion system (EccA3) were also upregulated.
Interestingly, EspR, a previously described nucleoid-associated
protein that could regulate ESX-1, ESX-2, ESX-5, and the
PDIM locus (Blasco et al., 2012), was also enhanced (1.53-fold),
suggesting a pivotal role for this protein during mycobacterial
biofilm formation. We also observed downregulation of IdeR
(0.61-fold), an iron-dependent repressor (Pandey and Rodriguez,
2014), and upregulation of proteins involved in iron storage
(bacterioferritin, BfrA, 2.09-fold) and in the synthesis of iron-
containing heme (i.e., Rv0260c, uroporphyrinogen-III synthase,
2.99-fold; and HemA, glutamyl-tRNA reductase, 1.46-fold),
suggesting that iron and heme metabolism plays a role
in mycobacterial biofilm formation. In addition to these
changes, expression of thioredoxins, peroxiredoxins, thioredoxin
reductases, the NADPH-generating pentose phosphate pathway,
and, notably, a putative MG-detoxicating glyoxalase I (Rv0911)
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FIGURE 7 | The 1cpn60.1 strain secreted more glutamate than the WT
strain. (A) Proposed pathway leading to glutamate/glutamine production and
the subsequent secretion of glutamate. (B) M. bovis BCG was grown in 6%
glycerol Sauton’s medium for 11 days, and the culture filtrates were
determined for glutamate. The experiments were performed three
independent times (each in three or four biological replicates). Data from one
representative experiment are shown. ∗∗p < 0.01 relative to WT by unpaired
t-test.
was significantly induced (22-fold), reflecting enhancement
of mycobacterial stress tolerance and detoxification under
excess glycerol.
As mentioned above, proteins involved in glycolysis,
e.g., glycerol kinase (4.3-fold) and pyruvate kinase (1.6-
fold), were upregulated under excess glycerol, suggesting
an enhanced glycolytic flux. Furthermore, mycobacteria
also enhanced the expression of pyruvate dehydrogenase
complex (AceE; 1.4-fold), indicating that the conversion of
pyruvate to acetyl-CoA is important for adaptation under
excess glycerol. Notably, the phosphate acetyltransferase
(Pta; 1.5-fold) catalyzing the conversion of acetyl-CoA to
acetyl phosphate was upregulated, pointing to activation of
the Pta-acetate kinase (AckA) pathway required for acetate
production from pyruvate under excess glycerol (Figure 6A;
Rucker et al., 2015). This notion is validated by secretion of
acetate for both strains under excess glycerol (Figure 6C).
In addition, TCA enzymes, such as fumarate hydratase
(1.5-fold), malate dehydrogenase (3.2-fold), and citrate
synthase (1.5-fold) were upregulated under excess glycerol.
In contrast, the α-ketoglutarate decarboxylase (Kgd; 0.57-fold)
was downregulated, suggesting inefficient α-ketoglutarate
oxidation. Therefore, mycobacteria may employ both reductive
(leading to production of succinate) (Figure 6A) and oxidative
(leading to production of α-ketoglutarate) (Figure 7A) TCA
branches simultaneously. The activation of reductive TCA
was supported by the secretion of succinate for both strains
(Figure 6D; Watanabe et al., 2011). Intriguingly, in addition to
these metabolic adaptations, we also observed an augmented
expression of NADH-dependent glutamate synthase (GltD;
2.7-fold), glutamine synthetase (GlnA1; 2.2-fold), and glutamine
ABC transporter (GlnQ; 2.4-fold). The activation of this
alternative α-ketoglutarate-assimilating pathway not only further
supports the inefficiency of α-ketoglutarate oxidation but also
suggests a possible glutamate/glutamine flux under excess
glycerol and during biofilm formation.
To understand better the role of Cpn60.1, proteomic analysis
was performed for the WT and 1cpn60.1 strain biofilm cultures
in 4% glycerol Sauton’s medium (Supplementary Table S2).
Relative to WT BCG, proteins encoded in the PDIM/PGL
locus (Camacho et al., 2001) (e.g., PpsC) were significantly
decreased in the absence of Cpn60.1, in good agreement with the
defective PDIM/PGL production (Supplementary Figure S2). In
addition, proteins involved in mycolic acid biosynthesis seemed
to be differentially regulated in the mutant strain as evidenced
by upregulation of Fas and FadD32 but downregulation of
DesA1, possibly reflecting the previously reported alteration of
mycolic acid in the defective 1cpn60.1 M. smegmatis biofilm
(Ojha et al., 2005). Interestingly, the expression of the DosR
regulon, including the sensor kinase DosS (Park et al., 2003),
was significantly decreased in the 1cpn60.1 strain, suggesting
the requirement for Cpn60.1 in the DosR regulon induction.
The DosR and its regulon may be important for mycobacterial
fitness and survival under stress conditions (e.g., hypoxia)
(Boon and Dick, 2002).
The 1cpn60.1 Strain Secreted More
Glutamate
The enhanced expression of GltD, GlnA1, and GlnQ under
standard biofilm medium suggests that the glutamate/glutamine
flux may be activated, contributing to the fulfillment of Crabtree
effect through pyruvate assimilation as proposed in Figure 7A.
We reasoned that the produced glutamate and/or glutamine
could be further secreted. As expected, glutamate was found in
the culture filtrates of both WT and the 1cpn60.1 strain grown
under 6% glycerol Sauton’s medium. The mutant strain secreted
significantly more of this metabolite (Figure 7B), as is the case
for pyruvate, acetate, and succinate (Figure 6), thus reflecting
again the higher accumulation of pyruvate in the mutant strain
(Figure 6E). In contrast to glutamate, no or very limited amount
of glutamine was secreted for both strains (data not shown). To
the best of our knowledge, the glutamate/glutamine flux and the
glutamate secretion have not been reported before as part of the
Crabtree effect.
DISCUSSION
In the current study, we investigated for the first time
the role of Cpn60.1 on biofilm formation in slow-growing
mycobacteria. Under standard biofilm medium, the failure of
1cpn60.1 biofilm development is largely due to poor growth
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associated with MG overproduction. Indeed, the growth of
1cpn60.1 biofilm was largely restored by the addition of
proline, which contributed to MG detoxification. As a highly
reactive dicarbonyl compound, MG is well known to damage
proteins and DNAs, leading to the formation of advanced
glycation end products and, consequently, carbonyl stress
(Pethe et al., 2010; Kosmachevskaya et al., 2015). While a
high level of MG (e.g., added exogenously at 2 mM) led
to bacillary death (data not shown), the growth stasis we
observed for the1cpn60.1 strain under standard biofilm medium
suggests that the carbonyl stress encountered by this strain
was likely less than that required for lethal effect. However,
we could not rule out an equilibrium of cell division and
death for the mutant strain. Several studies have demonstrated
the toxic effect of MG in mycobacteria. For instance, the
previously reported glycerol-dependent antimicrobial activity of
pyrimidine–imidazole compounds was linked to MG cytotoxicity
(Pethe et al., 2010). In addition, the activity of pretomanid,
a clinical phase III antimycobacterial drug candidate, may also
be linked to MG overproduction (Baptista et al., 2018).
We next aimed to investigate mechanisms underlying MG
overabundance in the 1cpn60.1 strain. MG generation can
occur as a result of triose phosphate accumulation (Figure 6A;
Pethe et al., 2010). In this study, we observed that under
growth conditions using standard biofilm medium, the mutant
strain produced more pyruvate, the glycolytic end product.
Furthermore, the mutant strain secreted significantly more
of metabolites (e.g., acetate and glutamate) that could be
produced from pyruvate. These results strongly suggest that the
1cpn60.1 strain experienced a stronger glycolytic pressure than
the WT strain, possibly leading to more accumulation of the
upstream triose phosphates. Given that accumulation of triose
phosphates was reported to be toxic for mycobacteria (Pethe
et al., 2010), we further reason that the observed inhibition
of the WT growth by the 1cpn60.1 strain could be due to
the mutant secretion of these potentially toxic metabolites.
Interestingly, the WT strain responded to the excess glycerol
in the standard biofilm medium by exhibiting the Crabtree
effect (Crabtree, 1929; Kosmachevskaya et al., 2015; Rucker
et al., 2015), characterized by respiratory reprogramming, ATP
downregulation, and glycolytic enhancement. Such an effect has
been described in yeast, mammalian cells, and various bacterial
species but, to our knowledge, never before in mycobacteria
(Crabtree, 1929; Vemuri et al., 2006; Paczia et al., 2012).
Importantly, this effect was defective in the 1cpn60.1 strain
as this mutant had a compromised ability to downregulate the
ATP in response to glycerol. We reason that the Cpn60.1-
facilitated ATP downregulation may negatively control the rate of
glycerol catabolism since the conversion of glycerol to glycerol-
3-phosphate requires ATP. This strategy, in combination with
the enhanced glycolysis, could ensure the limitation of glycolytic
metabolites including triose phosphates and, thus, contribute to
restricted generation of MG. Thus, we propose that the Crabtree
effect may benefit organisms by restricting the production
of the toxic MG.
The Crabtree effect is partially fulfilled by secretion of
metabolites such as lactate and acetate to limit accumulation of
pyruvate (Paczia et al., 2012; Sokolov et al., 2015). Mycobacteria
are believed to produce marginal lactate from pyruvate (Billig
et al., 2017). It is known that acetyl-CoA can be converted
to acetate via the Pta–AckA pathway (Figure 8A; Rucker
et al., 2015). Pta and AckA are encoded in a putative operon
rv0407-rv0409 in mycobacteria. Interestingly, both the rv0407-
encoded Fgd1 and rv0408-encoded Pta were upregulated,
suggesting the activation of the Pta–AckA pathway under excess
glycerol and during biofilm formation. Therefore, pyruvate may
be partially directed to acetate via acetyl-CoA (Figure 8A).
Indeed, acetate was found in the culture filtrates. Since
acetic acid was shown to act as a biofilm-stimulating volatile
metabolite in other bacteria (Chen et al., 2015), we propose
that the acetate flux may contribute to mycobacterial biofilm
formation (Figure 8A).
The acetyl-CoA may also be assimilated into the oxidative
TCA (Figure 8A). We observed upregulation of fumarate
hydratase, malate dehydrogenase, and citrate synthase, pointing
to enhancement of TCA under excess glycerol. However, as the
α-ketoglutarate decarboxylase (Kgd) (Tian et al., 2005) was
downregulated and the alternative α-ketoglutarate ferredoxin
oxidoreductase (KOR) was proposed to function predominantly
when mycobacteria feed on fatty acids (Baughn et al., 2009),
it is likely that the α-ketoglutarate oxidation is not favored
under excess glycerol (Figure 8A). Thus, the bacilli may
employ reductive and oxidative TCA simultaneously, i.e., from
oxaloacetate (or malate) to succinate (the reductive branch)
and from citrate to α-ketoglutarate (the oxidative branch)
(Figure 8A). If this is the case, succinate, the end product of
the reductive TCA, may be secreted, a phenomenon observed
for other scenarios such as hypoxia (Watanabe et al., 2011;
Eoh and Rhee, 2013). Indeed, succinate secretion was observed
under excess glycerol. In addition to pyruvate assimilation,
the succinate flux may facilitate mycobacterial adaptation and
biofilm formation by reoxidizing NADH and by providing
essential precursor metabolites.
In addition to these metabolic adaptations, we also observed
upregulation of GltD and GlnA1 (Tullius et al., 2003; Viljoen
et al., 2013) under excess glycerol and during biofilm growth,
suggesting the activation of the glutamate/glutamine pathway
(Figure 8A). We reason that this pathway may assimilate the
α-ketoglutarate produced in the oxidative TCA (Figure 8A).
The activation of this metabolic pathway was confirmed by the
secretion of glutamate in both strains. Interestingly, no or only
a limited amount of glutamine was secreted, suggesting that the
function of this metabolite in mycobacterial biofilm formation,
if any, is primarily exerted intracellularly. Considering that
disruption of glutamine/glutamate metabolism compromised
biofilm growth of Bacillus subtilis, Enterococcus faecalis, and
Pseudomonas aeruginosa (Hassanov et al., 2018), we propose
that mycobacterial biofilm formation may be linked to the
glutamate/glutamine flux (Figure 8A).
In addition, our results suggest that other pathways, in
addition to the Crabtree effect, could contribute to mycobacterial
adaptation to excess glycerol and biofilm growth. For instance,
methylation might facilitate mycobacterial biofilm growth
and/or bacterial fitness under excess glycerol as suggested
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FIGURE 8 | Metabolic pathways associated with adaptation to excess glycerol and mycobacterial biofilm formation. (A) Slow-growing mycobacteria respond to
excess glycerol by reprogramming the respiratory chain, downregulating ATP production, and boosting the glycolysis [see (B) for details]. The pyruvate is proposed
to be assimilated into at least four pathways (indicated by box). Proteomics-revealed enzymes participating these pathways were colored (green for upregulation and
red for downregulation under excess glycerol). The uptake of glutamine by GlnQ is proposed to occur in the presence of extracellular glutamine. The activation of
these pyruvate-assimilating pathways not only prevents the overaccumulation of pyruvate (and thus the toxic methylglyoxal) but also may promote mycobacterial
biofilm growth. (B) Both the glycolytic pathway and methylglyoxal detoxification pathway are enhanced in the presence of excess glycerol, leading to enhanced
production of the end product pyruvate. Related proteins identified by proteomic analysis were indicated and colored. In particular, PckA, catalyzing predominantly
the gluconeogenesis, was downregulated. Mdh, malate dehydrogenase; Fum, fumarate hydratase; Pca, pyruvate carboxylase; Mez, malic enzyme; PDC, pyruvate
dehydrogenase complex; CitA, citrate synthase II; Kgd, alpha-ketoglutarate decarboxylase; DlaT, dihydrolipoamide acyltransferase; LpdC, dihydrolipoamide
dehydrogenase; GltD, glutamate synthase (small subunit); GlnA1, glutamine synthetase; GlnQ, probable glutamine transporter; Pta, phosphate acetyl-transferase;
AckA, acetate kinase; Glpk, glycerol kinase; Pgk, phosphoglycerate kinase; Gpm1, phosphoglycerate mutase 1; PykA, pyruvate kinase; Rv0911, putative
glyoxalase; LldD2, lactate dehydrogenase; PckA, phosphoenolpyruvate carboxykinase.
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by the upregulation of 10 (putative) methyltransferases.
The involvement of methylation in bacterial biofilm formation
was reported in Campylobacter jejuni. In this organism,
2′-O-methylation of 23S rRNA was required for optimal biofilm
formation (Salamaszynska-Guz et al., 2017). In addition, DNA
methylation in Salmonella enterica serovar Enteritidis was
shown to contribute to the biofilm formation of these bacteria
by affecting the production of biofilm extracellular compounds
(Aya Castaneda Mdel et al., 2015). Based on these observations,
we propose that methylation-mediated epigenetic modifications
could play important roles in mycobacterial biofilm formation.
In addition to this, our proteomic analysis also suggested that
iron metabolism could play some roles in mycobacterial biofilm
formation. In mycobacteria, the ESX-3 type VII secretion system
is required for iron uptake (Serafini et al., 2013; Tufariello et al.,
2016). A component of this system [e.g., EccA3 encoded in
the esx-3 locus (Tufariello et al., 2016)] was enhanced during
optimal biofilm condition. This observation, together with the
downregulation of IdeR and upregulation of BfrA, strongly
points to an enhanced iron uptake during mycobacterial
biofilm growth. This notion is supported by a previous study
in M. smegmatis showing the requirement of iron uptake for
biofilm formation (Ojha and Hatfull, 2007). Very recently, Rizzi
et al. (2019) demonstrated a close link between Bacillus subtilis
biofilm formation and the iron acquisition and proposed that the
biofilm matrix could enhance the efficacy of iron-transporting
siderophores. How iron metabolism affects bacterial biofilm
remains less understood. The concomitant upregulation of
heme-producing proteins as suggested by our proteomic analysis
suggests that the intracellular iron pool may be directed, at least
partially, to heme biosynthesis during biofilm formation.
Interestingly, heme was proposed to function as a signaling
molecule that modulates biofilm formation in Bacillus cereus
(Hussain et al., 2018).
The present work raises an interesting question as to
how Cpn60.1 participated in the glycerol-induced ATP
downregulation. This is particularly puzzling since proteomic
analysis did not reveal significant differences in terms of
respiratory protein levels between the WT and 1cpn60.1
strains. A potential explanation could be linked to the defective
PDIM/PGL production in the 1cpn60.1 strain. This may
lead to constant cell envelope stress, which was reported to
correlate with enhanced ATP production (Shetty and Dick,
2018). Indeed, the isoniazid inductible proteins (IniA/C), which
are associated with cell envelope stress (Boot et al., 2017), were
upregulated upon Cpn60.1 loss (Supplementary Table S2).
However, the PMM50 strain (deficient for PDIM/PGL) was not
defective in the glycerol-triggered ATP downregulation (data
not shown), ruling out this explanation. Another interesting
question is that how the metabolites identified in this study
were secreted by mycobacteria. Indeed, understanding the
secretion pathways of these metabolites may provide some
interesting targets that can be further interfered to counteract
mycobacterial biofilm formation. However, the transport of these
metabolites is currently poorly understood in mycobacteria. In
the case of succinate, mycobacteria encode DctA (Rv2443), a
putative transporter of C4-dicarboxylates including succinate
(Fang et al., 2012). The DctA protein in Corynebacterium
glutamicum was demonstrated to uptake TCA intermediates
(e.g., succinate) dependently of proton motive force (Youn et al.,
2009). Whether DctA was responsible for succinate export during
mycobacterial biofilm formation remains to be investigated.
This study has some limitations. For instance, the proposed
metabolic adaptations (e.g., the glutamate/glutamine pathway),
as supported by our proteomic analysis and the quantification
of terminal metabolites, could be corroborated by metabolomics
and determination of the activities of specific enzymes
in those pathways.
Our findings have important implications. The metabolic
pathways identified here, including the secretion of several
metabolites, may be further explored to obtain potential
biomarkers for the detection of mycobacterial biofilms. Indeed,
many nontuberculous mycobacteria such as Mycobacterium
chelonae are often found in biofilms formed in domestic water
distribution system, which may represent an important source
for human infection (Chakraborty and Kumar, 2019). Therefore,
the development of proper methods that can be routinely
applied for the detection of mycobacterial biofilm residing in
water supply system is necessary. In addition to mycobacteria,
biofilms formed by other bacteria such as Bacillus subtilis
exhibited similar metabolite secretion (i.e., acetate) (Chen et al.,
2015), suggesting that the biofilm-associated metabolic pathways
identified in this study may represent a more general metabolic
adaptations required for biofilm formation in bacteria. In the
food industry, biofilm formation by organisms including Bacillus
cereus is a difficult-to-avoid issue, leading to food spoilage and,
consequently, huge economic loss and foodborne infectious
diseases (Majed et al., 2016; Hussain et al., 2018). Based on the
findings of the present study, we propose that pyruvate, acetate,
succinate, and/or glutamate may be further investigated to test
their potential value as biofilm biomarkers for, e.g., home water
distribution system and food industry.
In summary, we identified that mycobacterial biofilm
formation is associated with adaptation to excess glycerol and the
concomitant establishment of the Crabtree effect characterized
by respiratory adaptation, energetic (ATP) downregulation,
glycolytic enhancement, and secretion of pyruvate, succinate,
acetate, and glutamate (Figure 8A). These metabolites may be
considered as valuable biofilm markers. Cpn60.1 participates
in this adaptation by facilitating the ATP downregulation
and controlling these metabolic adaptations, thereby restricting
overabundance of pyruvate and the upstream MG (Figure 8B).
Due to the problematic Crabtree effect, the 1cpn60.1 strain is
more susceptible to the excess glycerol and suffers from MG-
associated growth defect, resulting in its biofilm failure under the
standard biofilm medium.
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FIGURE S1 | Growth comparison between WT and PMM50 (PDIM−/PGL−)
BCG strains. Washed BCG cultures were subgrown in 6% glycerol
Sauton’s medium for 9 days before OD600 measurement. No significant
difference by unpaired t-test was observed. The experiment was done
in triplicate.
FIGURE S2 | PDIM and PGL analysis. PDIM (A) and PGL (B) analysis by TLC of
BCG biofilms grown under 4% glycerol Sauton’s medium. Representative TLC
plates are shown. (C) Relative lipid amount was based on band intensity. The data
were pooled from two independent experiments (each in duplicate or triplicate).
∗∗∗ and #, p < 0.001 and 0.0001, respectively, relative to corresponding WT data
by unpaired t-test.
TABLE S1 | Selected proteins with altered expression under 6% glycerol Sauton’s
medium relative to 0.2% glycerol Sauton’s medium.
TABLE S2 | Selected proteins with altered expression in 1cpn60.1 under 4%
glycerol Sauton’s medium.
REFERENCES
Ahmed, N., Thornalley, P. J., Dawczynski, J., Franke, S., Strobel, J., Stein, G.,
et al. (2003). Methylglyoxal-derived hydroimidazolone advanced glycation end-
products of human lens proteins. Invest. Ophthalmol. Vis. Sci. 44, 5287–5292.
Astarie-Dequeker, C., Le Guyader, L., Malaga, W., Seaphanh, F. K., Chalut,
C., Lopez, A., et al. (2009). Phthiocerol dimycocerosates of M. tuberculosis
participate in macrophage invasion by inducing changes in the organization of
plasma membrane lipids. PLoS Pathog. 5:e1000289. doi: 10.1371/journal.ppat.
1000289
Ates, L. S., Ummels, R., Commandeur, S., van de Weerd, R., Sparrius, M.,
Weerdenburg, E., et al. (2015). Essential role of the ESX-5 secretion system
in outer membrane permeability of pathogenic mycobacteria. PLoS Genet.
11:e1005190. doi: 10.1371/journal.pgen.1005190
Aya Castaneda Mdel, R., Sarnacki, S. H., Noto Llana, M., Lopez Guerra, A. G.,
Giacomodonato, M. N., and Cerquetti, M. C. (2015). Dam methylation
is required for efficient biofilm production in Salmonella enterica serovar
Enteritidis. Int. J. Food Microbiol. 193, 15–22. doi: 10.1016/j.ijfoodmicro.2014.
10.003
Baptista, R., Fazakerley, D. M., Beckmann, M., Baillie, L., and Mur, L. A. J.
(2018). Untargeted metabolomics reveals a new mode of action of pretomanid
(PA-824). Sci. Rep. 8:5084. doi: 10.1038/s41598-018-23110-1
Basu, D., Khare, G., Singh, S., Tyagi, A., Khosla, S., and Mande, S. C. (2009). A
novel nucleoid-associated protein of Mycobacterium tuberculosis is a sequence
homolog of GroEL. Nucleic. Acids Res. 37, 4944–4954. doi: 10.1093/nar/gkp502
Baughn, A. D., Garforth, S. J., Vilcheze, C., and Jacobs, W. R. (2009). An
anaerobic-type alpha-ketoglutarate ferredoxin oxidoreductase completes the
oxidative tricarboxylic acid cycle of Mycobacterium tuberculosis. PLoS Pathog.
5:e1000662. doi: 10.1371/journal.ppat.1000662
Berney, M., Weimar, M. R., Heikal, A., and Cook, G. M. (2012). Regulation of
proline metabolism in mycobacteria and its role in carbon metabolism under
hypoxia. Mol. Microbiol. 84, 664–681. doi: 10.1111/j.1365-2958.2012.08053.x
Billig, S., Schneefeld, M., Huber, C., Grassl, G. A., Eisenreich, W., and Bange, F. C.
(2017). Lactate oxidation facilitates growth of Mycobacterium tuberculosis in
human macrophages. Sci. Rep. 7:6484. doi: 10.1038/s41598-017-05916-7
Blasco, B., Chen, J. M., Hartkoorn, R., Sala, C., Uplekar, S., Rougemont, J.,
et al. (2012). Virulence regulator EspR of Mycobacterium tuberculosis is a
nucleoid-associated protein. PLoS Pathog. 8:e1002621. doi: 10.1371/journal.
ppat.1002621
Boon, C., and Dick, T. (2002). Mycobacterium bovis BCG response regulator
essential for hypoxic dormancy. J. Bacteriol. 184, 6760–6767.
Boot, M., van Winden, V. J. C., Sparrius, M., van de Weerd, R., Speer, A., Ummels,
R., et al. (2017). Cell envelope stress in mycobacteria is regulated by the
novel signal transduction ATPase IniR in response to trehalose. PLoS Genet.
13:e1007131. doi: 10.1371/journal.pgen.1007131
Camacho, L. R., Constant, P., Raynaud, C., Laneelle, M. A., Triccas, J. A.,
Gicquel, B., et al. (2001). Analysis of the phthiocerol dimycocerosate locus
of Mycobacterium tuberculosis. Evidence that this lipid is involved in the cell
wall permeability barrier. J. Biol. Chem. 276, 19845–19854. doi: 10.1074/jbc.
M100662200
Chakraborty, P., and Kumar, A. (2019). The extracellular matrix of mycobacterial
biofilms: could we shorten the treatment of mycobacterial infections? Microb.
Cell 6, 105–122. doi: 10.15698/mic2019.02.667
Chen, J. M., German, G. J., Alexander, D. C., Ren, H., Tan, T., and Liu, J. (2006).
Roles of Lsr2 in colony morphology and biofilm formation of Mycobacterium
smegmatis. J. Bacteriol. 188, 633–641. doi: 10.1128/JB.188.2.633-641.2006
Chen, Y., Gozzi, K., Yan, F., and Chai, Y. (2015). Acetic acid acts as a volatile signal
to stimulate bacterial biofilm formation. MBio 6, e00392. doi: 10.1128/mBio.
00392-15
Constant, P., Perez, E., Malaga, W., Laneelle, M. A., Saurel, O., Daffe, M., et al.
(2002). Role of the pks15/1 gene in the biosynthesis of phenolglycolipids in
the Mycobacterium tuberculosis complex. Evidence that all strains synthesize
glycosylated p-hydroxybenzoic methyl esters and that strains devoid of
phenolglycolipids harbor a frameshift mutation in the pks15/1 gene. J. Biol.
Chem. 277, 38148–38158. doi: 10.1074/jbc.M206538200
Crabtree, H. G. (1929). Observations on the carbohydrate metabolism of tumours.
Biochem. J. 23, 536–545.
Deschoenmaeker, F., Bayon-Vicente, G., Sachdeva, N., Depraetere, O., Cabrera
Pino, J. C., Leroy, B., et al. (2017). Impact of different nitrogen sources on the
growth of Arthrospira sp. PCC 8005 under batch and continuous cultivation—
a biochemical, transcriptomic and proteomic profile. Bioresour. Technol. 237,
78–88. doi: 10.1016/j.biortech.2017.03.145
Diaz-Salazar, C., Calero, P., Espinosa-Portero, R., Jimenez-Fernandez, A.,
Wirebrand, L., Velasco-Dominguez, M. G., et al. (2017). The stringent response
promotes biofilm dispersal in Pseudomonas putida. Sci. Rep. 7:18055. doi: 10.
1038/s41598-017-18518-0
Eoh, H., and Rhee, K. Y. (2013). Multifunctional essentiality of succinate
metabolism in adaptation to hypoxia in Mycobacterium tuberculosis. Proc. Natl.
Acad. Sci. U.S.A. 110, 6554–6559. doi: 10.1073/pnas.1219375110
Fang, X., Wallqvist, A., and Reifman, J. (2012). Modeling phenotypic metabolic
adaptations of Mycobacterium tuberculosis H37Rv under hypoxia. PLoS
Comput. Biol. 8:e1002688. doi: 10.1371/journal.pcbi.1002688
Frontiers in Microbiology | www.frontiersin.org 13 June 2019 | Volume 10 | Article 1149
fmicb-10-01149 June 8, 2019 Time: 9:6 # 14
Zeng et al. GroEL1 Regulates Crabtree Effect
Fennelly, K. P., Ojano-Dirain, C., Yang, Q., Liu, L., Lu, L., Progulske-Fox, A., et al.
(2016). Biofilm formation by Mycobacterium abscessus in a lung cavity. Am. J.
Respir. Crit. Care Med. 193, 692–693. doi: 10.1164/rccm.201508-1586IM
Ferguson, G. P., Battista, J. R., Lee, A. T., and Booth, I. R. (2000). Protection of the
DNA during the exposure of Escherichia coli cells to a toxic metabolite: the role
of the KefB and KefC potassium channels. Mol. Microbiol. 35, 113–122.
Gordon, B. R., Li, Y., Wang, L., Sintsova, A., van Bakel, H., Tian, S., et al.
(2010). Lsr2 is a nucleoid-associated protein that targets AT-rich sequences and
virulence genes in Mycobacterium tuberculosis. Proc. Natl. Acad. Sci. U.S.A. 107,
5154–5159. doi: 10.1073/pnas.0913551107
Hassanov, T., Karunker, I., Steinberg, N., Erez, A., and Kolodkin-Gal, I.
(2018). Novel antibiofilm chemotherapies target nitrogen from glutamate and
glutamine. Sci. Rep. 8:7097. doi: 10.1038/s41598-018-25401-z
Hussain, M. S., Kwon, M., and Oh, D. H. (2018). Impact of manganese and heme
on biofilm formation of Bacillus cereus food isolates. PLoS One 13:e0200958.
doi: 10.1371/journal.pone.0200958
Kosmachevskaya, O. V., Shumaev, K. B., and Topunov, A. F. (2015). Carbonyl
stress in bacteria: causes and consequences. Biochemistry 80, 1655–1671. doi:
10.1134/S0006297915130039
Kulka, K., Hatfull, G., and Ojha, A. K. (2012). Growth of Mycobacterium
tuberculosis biofilms. J. Vis. Exp. 15:3820. doi: 10.3791/3820
Lee, W., VanderVen, B. C., Fahey, R. J., and Russell, D. G. (2013). Intracellular
Mycobacterium tuberculosis exploits host-derived fatty acids to limit metabolic
stress. J. Biol. Chem. 288, 6788–6800. doi: 10.1074/jbc.M112.445056
Liu, J., Prindle, A., Humphries, J., Gabalda-Sagarra, M., Asally, M., Lee, D. Y.,
et al. (2015). Metabolic co-dependence gives rise to collective oscillations within
biofilms. Nature 523, 550–554. doi: 10.1038/nature14660
Lu, P., Heineke, M. H., Koul, A., Andries, K., Cook, G. M., Lill, H., et al. (2015). The
cytochrome bd-type quinol oxidase is important for survival of Mycobacterium
smegmatis under peroxide and antibiotic-induced stress. Sci. Rep. 5:10333. doi:
10.1038/srep10333
Majed, R., Faille, C., Kallassy, M., and Gohar, M. (2016). Bacillus cereus biofilms—
same, only different. Front. Microbiol. 7:1054. doi: 10.3389/fmicb.2016.01054
Moormeier, D. E., Endres, J. L., Mann, E. E., Sadykov, M. R., Horswill, A. R., Rice,
K. C., et al. (2013). Use of microfluidic technology to analyze gene expression
during Staphylococcus aureus biofilm formation reveals distinct physiological
niches. Appl. Environ. Microbiol. 79, 3413–3424. doi: 10.1128/AEM.00395-13
Ojha, A., Anand, M., Bhatt, A., Kremer, L., Jacobs, W. R., and Hatfull, G. F. (2005).
GroEL1: a dedicated chaperone involved in mycolic acid biosynthesis during
biofilm formation in mycobacteria. Cell 123, 861–873. doi: 10.1016/j.cell.2005.
09.012
Ojha, A., and Hatfull, G. F. (2007). The role of iron in Mycobacterium smegmatis
biofilm formation: the exochelin siderophore is essential in limiting iron
conditions for biofilm formation but not for planktonic growth. Mol. Microbiol.
66, 468–483. doi: 10.1111/j.1365-2958.2007.05935.x
Ojha, A. K., Baughn, A. D., Sambandan, D., Hsu, T., Trivelli, X., Guerardel, Y., et al.
(2008). Growth of Mycobacterium tuberculosis biofilms containing free mycolic
acids and harbouring drug-tolerant bacteria. Mol. Microbiol. 69, 164–174. doi:
10.1111/j.1365-2958.2008.06274.x
Pacifico, C., Fernandes, P., and de Carvalho, C. (2018). Mycobacterial response
to organic solvents and possible implications on cross-resistance with
antimicrobial agents. Front. Microbiol. 9:961. doi: 10.3389/fmicb.2018.00961
Paczia, N., Nilgen, A., Lehmann, T., Gatgens, J., Wiechert, W., and Noack,
S. (2012). Extensive exometabolome analysis reveals extended overflow
metabolism in various microorganisms. Microb. Cell Fact 11:122. doi: 10.1186/
1475-2859-11-122
Pandey, R., and Rodriguez, G. M. (2014). IdeR is required for iron homeostasis
and virulence in Mycobacterium tuberculosis. Mol. Microbiol. 91, 98–109. doi:
10.1111/mmi.12441
Park, H. D., Guinn, K. M., Harrell, M. I., Liao, R., Voskuil, M. I., Tompa, M.,
et al. (2003). Rv3133c/dosR is a transcription factor that mediates the hypoxic
response of Mycobacterium tuberculosis. Mol. Microbiol. 48, 833–843.
Pethe, K., Sequeira, P. C., Agarwalla, S., Rhee, K., Kuhen, K., Phong, W. Y.,
et al. (2010). A chemical genetic screen in Mycobacterium tuberculosis identifies
carbon-source-dependent growth inhibitors devoid of in vivo efficacy. Nat.
Commun. 1:57. doi: 10.1038/ncomms1060
Petrova, O. E., Schurr, J. R., Schurr, M. J., and Sauer, K. (2012). Microcolony
formation by the opportunistic pathogen Pseudomonas aeruginosa requires
pyruvate and pyruvate fermentation. Mol. Microbiol. 86, 819–835. doi: 10.1111/
mmi.12018
Qvist, T., Eickhardt, S., Kragh, K. N., Andersen, C. B., Iversen, M., Hoiby, N., et al.
(2015). Chronic pulmonary disease with Mycobacterium abscessus complex is a
biofilm infection. Eur. Respir. J. 46, 1823–1826. doi: 10.1183/13993003.01102-
2015
Rizzi, A., Roy, S., Bellenger, J. P., and Beauregard, P. B. (2019). Iron homeostasis in
Bacillus subtilis requires siderophore production and biofilm formation. Appl.
Environ. Microbiol. 85, e2439–e2418. doi: 10.1128/AEM.02439-18
Rucker, N., Billig, S., Bucker, R., Jahn, D., Wittmann, C., and Bange, F. C. (2015).
Acetate dissimilation and assimilation in Mycobacterium tuberculosis depend
on carbon availability. J. Bacteriol. 197, 3182–3190. doi: 10.1128/JB.00259-15
Salamaszynska-Guz, A., Rose, S., Lykkebo, C. A., Taciak, B., Bacal, P., Uspienski, T.,
et al. (2017). Biofilm formation and motility are promoted by Cj0588-directed
methylation of rRNA in Campylobacter jejuni. Front. Cell Infect. Microbiol.
7:533. doi: 10.3389/fcimb.2017.00533
Serafini, A., Pisu, D., Palu, G., Rodriguez, G. M., and Manganelli, R. (2013). The
ESX-3 secretion system is necessary for iron and zinc homeostasis in Mycobac-
terium tuberculosis. PLoS One 8:e78351. doi: 10.1371/journal.pone.0078351
Shetty, A., and Dick, T. (2018). Mycobacterial cell wall synthesis inhibitors cause
lethal ATP burst. Front Microbiol. 9:1898. doi: 10.3389/fmicb.2018.01898
Shi, L., Sohaskey, C. D., Kana, B. D., Dawes, S., North, R. J., Mizrahi, V., et al.
(2005). Changes in energy metabolism of Mycobacterium tuberculosis in mouse
lung and under in vitro conditions affecting aerobic respiration. Proc. Natl.
Acad. Sci. U.S.A. 102, 15629–15634. doi: 10.1073/pnas.0507850102
Simeone, R., Leger, M., Constant, P., Malaga, W., Marrakchi, H., Daffe, M.,
et al. (2010). Delineation of the roles of FadD22, FadD26 and FadD29 in
the biosynthesis of phthiocerol dimycocerosates and related compounds in
Mycobacterium tuberculosis. FEBS J. 277, 2715–2725. doi: 10.1111/j.1742-464X.
2010.07688.x
Soetaert, K., Rens, C., Wang, X. M., De Bruyn, J., Laneelle, M. A., Laval, F., et al.
(2015). Increased vancomycin susceptibility in mycobacteria: a new approach
to identify synergistic activity against multidrug-resistant mycobacteria.
Antimicrob. Agents Chemother. 59, 5057–5060. doi: 10.1128/AAC.04856-14
Sokolov, S. S., Balakireva, A. V., Markova, O. V., and Severin, F. F. (2015).
Negative feedback of glycolysis and oxidative phosphorylation: mechanisms of
and reasons for it. Biochemistry 80, 559–564. doi: 10.1134/S0006297915050065
Stewart, P. S., and Franklin, M. J. (2008). Physiological heterogeneity in biofilms.
Nat. Rev. Microbiol. 6, 199–210. doi: 10.1038/nrmicro1838
Tian, J., Bryk, R., Itoh, M., Suematsu, M., and Nathan, C. (2005). Variant
tricarboxylic acid cycle in Mycobacterium tuberculosis: identification of alpha-
ketoglutarate decarboxylase. Proc. Natl. Acad. Sci. U.S.A. 102, 10670–10675.
doi: 10.1073/pnas.0501605102
Totani, T., Nishiuchi, Y., Tateishi, Y., Yoshida, Y., Kitanaka, H., Niki, M.,
et al. (2017). Effects of nutritional and ambient oxygen condition on biofilm
formation in Mycobacterium avium subsp. hominissuis via altered glycolipid
expression. Sci. Rep. 7:41775. doi: 10.1038/srep41775
Tran, V., Ahn, S. K., Ng, M., Li, M., and Liu, J. (2016). Loss of lipid virulence
factors reduces the efficacy of the BCG vaccine. Sci. Rep. 6:29076. doi: 10.1038/
srep29076
Trivedi, A., Mavi, P. S., Bhatt, D., and Kumar, A. (2016). Thiol reductive stress
induces cellulose-anchored biofilm formation in Mycobacterium tuberculosis.
Nat. Commun. 7:11392. doi: 10.1038/ncomms11392
Tufariello, J. M., Chapman, J. R., Kerantzas, C. A., Wong, K. W., Vilcheze, C.,
Jones, C. M., et al. (2016). Separable roles for Mycobacterium tuberculosis ESX-
3 effectors in iron acquisition and virulence. Proc. Natl. Acad. Sci. U.S.A. 113,
E348–E357. doi: 10.1073/pnas.1523321113
Tullius, M. V., Harth, G., and Horwitz, M. A. (2003). Glutamine synthetase
GlnA1 is essential for growth of Mycobacterium tuberculosis in human THP-1
macrophages and guinea pigs. Infect. Immun. 71, 3927–3936.
Vemuri, G. N., Altman, E., Sangurdekar, D. P., Khodursky, A. B., and Eiteman,
M. A. (2006). Overflow metabolism in Escherichia coli during steady-state
growth: transcriptional regulation and effect of the redox ratio. Appl. Environ.
Microbiol. 72, 3653–3661. doi: 10.1128/AEM.72.5.3653-3661.2006
Viljoen, A. J., Kirsten, C. J., Baker, B., van Helden, P. D., and Wiid, I. J. (2013). The
role of glutamine oxoglutarate aminotransferase and glutamate dehydrogenase
in nitrogen metabolism in Mycobacterium bovis BCG. PLoS One 8:e84452.
doi: 10.1371/journal.pone.0084452
Frontiers in Microbiology | www.frontiersin.org 14 June 2019 | Volume 10 | Article 1149
fmicb-10-01149 June 8, 2019 Time: 9:6 # 15
Zeng et al. GroEL1 Regulates Crabtree Effect
Wang, X. M., Lu, C., Soetaert, K., S’Heeren, C., Peirs, P., Laneelle, M. A., et al.
(2011). Biochemical and immunological characterization of a cpn60.1 knockout
mutant of Mycobacterium bovis BCG. Microbiology 157(Pt 4), 1205–1219. doi:
10.1099/mic.0.045120-0
Watanabe, S., Zimmermann, M., Goodwin, M. B., Sauer, U., Barry, C. E., and
Boshoff, H. I. (2011). Fumarate reductase activity maintains an energized
membrane in anaerobic Mycobacterium tuberculosis. PLoS Pathog. 7:e1002287.
doi: 10.1371/journal.ppat.1002287
Youn, J. W., Jolkver, E., Kramer, R., Marin, K., and Wendisch, V. F.
(2009). Characterization of the dicarboxylate transporter DctA in
Corynebacterium glutamicum. J. Bacteriol. 191, 5480–5488. doi: 10.1128/JB.
00640-09
Yu, J., Tran, V., Li, M., Huang, X., Niu, C., Wang, D., et al. (2012). Both
phthiocerol dimycocerosates and phenolic glycolipids are required for virulence
of Mycobacterium marinum. Infect. Immun. 80, 1381–1389. doi: 10.1128/IAI.
06370-11
Zeng, S., Soetaert, K., Ravon, F., Vandeput, M., Bald, D., Kauffmann, J. M.,
et al. (2019). Isoniazid bactericidal activity involves electron transport chain
perturbation. Antimicrob. Agents Chemother. 63, e1841–e1818. doi: 10.1128/
AAC.01841-18
Conflict of Interest Statement: The authors declare that the research was
conducted in the absence of any commercial or financial relationships that could
be construed as a potential conflict of interest.
Copyright © 2019 Zeng, Constant, Yang, Baulard, Lefèvre, Daffé, Wattiez and
Fontaine. This is an open-access article distributed under the terms of the Creative
Commons Attribution License (CC BY). The use, distribution or reproduction in
other forums is permitted, provided the original author(s) and the copyright owner(s)
are credited and that the original publication in this journal is cited, in accordance
with accepted academic practice. No use, distribution or reproduction is permitted
which does not comply with these terms.
Frontiers in Microbiology | www.frontiersin.org 15 June 2019 | Volume 10 | Article 1149
